Abstract: Alternative splicing is a key mechanism determinant for gene expression in metazoan. During alternative splicing, non-coding sequences are removed to generate different mature messenger RNAs due to a combination of sequence elements and cellular factors that contribute to splicing regulation. A different combination of splicing sites, exonic or intronic sequences, mutually exclusive exons or retained introns could be selected during alternative splicing to generate different mature mRNAs that could in turn produce distinct protein products. Alternative splicing is the main source of protein diversity responsible for 90% of human gene expression, and it has recently become a hallmark for cancer with a full potential as a prognostic and therapeutic tool. Currently, more than 15,000 alternative splicing events have been associated to different aspects of cancer biology, including cell proliferation and invasion, apoptosis resistance and susceptibility to different chemotherapeutic drugs. Here, we present well established and newly discovered splicing events that occur in different cancer-related genes, their modification by several approaches and the current status of key tools developed to target alternative splicing with diagnostic and therapeutic purposes.
Introduction
mRNA processing is a key maturation process that includes mRNA splicing, polyadenylation and capping. Alternative splicing is a pivotal step in this maturation process that occurs in the nucleus in a co-transcriptional fashion and regulates eukaryotic gene expression. Although the extent of splicing was initially underestimated, it is currently established that almost 90% of the human genes undergo some splicing event, contributing to the enormous coding potential of the genome [1] . Consequently, defects in this mechanism can generate different diseases, including cancer [2] .
Over the last two decades, molecular tools have been developed to correct or redirect alternative splicing events. Some of the strategies developed to modulate alternative splicing (AS) events include the use of short oligonucleotides or single stranded antisense oligonucleotides designed as a complementary molecule that targets a specific mRNA to regulate its expression both in vitro and in vivo [3] . In some cases, these oligos can recruit splicing regulatory factors, such as SR and hnRNP proteins [4] . More recently, microbial derivatives have shown the ability to modulate alternative splicing with effective anti-proliferative and anti-cancer activities [5] . Here, we summarize the current It has been observed that a switch on particular alternative splicing events could occur in cancer related genes. This switch on alternative splicing could prevail during tumor progression and it usually correlates with an increase on cell proliferation and metastasis, which is the cause of 90% of all human cancer casualties [12] . It has been established that the alternative splicing events of different pre-mRNAs is altered during oncogenic progression and, in some cases, a relationship has been established between a particular splicing event and the development of some cancer features, like an increase in proliferation, vascularization and invasion [12, 13] , leading to the consideration of alternative splicing as a new hallmark of cancer [14] . In this scenario, the expression of a precise splicing isoform that is linked to tumor progression can be detected in normal tissues as well, but once that cell homeostasis is lost, alternative splicing provides a new source that contributes to tumor progression.
Alternative splicing can be affected at different levels to produce changes that could correlate with an oncogenic state, including the altered activity, expression level or even mutations in regulatory splicing factors. This transition could occur due to changes in post-translational modifications, including phosphorylation [15, 16] , methylation [17, 18] and sumoylation [19] of different splicing factors, with the concomitant impact not only on splicing regulation, but also on different aspects of cell biology. Moreover, somatic mutations in genes coding for components of the splicing machinery could also contribute to the development of tumors. According to the information deposited in the databases of the International Cancer Genome Consortium (ICGC), it seems that approximately 300 splicing-related genes are mutated in all types of cancer, where the most frequently mutated genes include several hnRNP (NOVA1, hnRNP M, hnRNP C, hnRNP A2/B1, hnRNP F, and RALY) and SR proteins (SRSF4, RBM39, Tra2α, and Tra2β) together with SR-protein kinases (SRPK1 and SRPK2) and RBM proteins (RBM4 and RBM5). Interestingly, the snRNPs which are the core components of the spliceosome seem to be rarely affected in cancer, while several mutations could be found in some cancer patients only at the SF3B1, U2AF1 or SNRNP70 genes [20] [21] [22] [23] [24] [25] . All these observations strongly support the relevant participation of alternative splicing in cancer, but the precise mechanism that governs the role of each splicing factor in different types of cancer remains to be elucidated.
Concerning the expression levels for different splicing factors in the context of cancer, it has been demonstrated that several splicing factors are overexpressed in different human cancers [26] , such as SRSF1 and SRSF3 that show high expression levels in several human cancer types, while the silencing of these genes can lead to apoptosis in various cancer cell lines [27, 28] . hnRNP A1 and hnRNP A2 have been long related to cancer regulation given their ability to recognize and protect telomeric sequences [29] . These factors are also overexpressed in a wide variety of cancers and the silencing of these genes induces apoptosis in cancer cells but not in normal cells [30] [31] [32] . hnRNP A1 or A2 can regulate more than 2000 alternative splicing events [33] and some of these events are related to cellular abnormalities relevant for tumor progression [34] . High levels of hnRNP I have been found in gliomas [30, 35] and this splicing factor may be involved in the progression of astrocytic tumors [36] . hnRNP H is also overexpressed in gliomas and the silencing of this gene produces apoptosis in U373 (glioma) and HeLa cells [37] . Along the pre-mRNA, binding sites for hnRNP F shape secondary structures named G-quadraplexes, which regulate the AS of CD44 resulting in the regulation of epithelial-mesenchymal transition (EMT). G-quadraplexes seem highly prevalent in breast cancer patients and correlate with patient survival [38] . Some molecules that bind to and stabilize G-quadraplexes have shown to induce cell death, preferentially in cancer cells [39] .
On the other hand, several splicing factors have been related to an oncogenic phenotype, including SRSF1 [40] , SRSF9 [41] , hnRNP A1/A2 [32] and hnRNP H [42] . For example, overexpression of SRSF1 have shown the ability to induce the formation of sarcomas in nude mice [40] . Moreover, key regulators of cell cycle progression like Cyclin D1 and H-ras have shown key alternative splicing profiles with different oncogenic activity. Cyclin D1 regulates cell cycle progression through its association with CDK4/6 [43] . The more abundant pre-mRNA is the full-length product Cyclin D1a, where the 5 exons are included. Cyclin D1b is generated due to the recognition of a polyadenylation site in intron 4 [44] and this isoform is overexpressed in breast and prostate cancer [45, 46] . Each isoform displays different cell localization: while Cyclin D1b resides in the nucleus, D1a shuttles between the nucleus and the cytoplasm according to cell cycle progression and it has been shown that nuclear localization correlates with a more oncogenic activity [47] . Regarding the cis elements and trans acting factors that regulate AS of Cyclin D1b, a polymorphism (G870A) located near the 5 ss of exon 4 may affect the recognition of this exon, favoring production of isoform D1b [44, 48] . In addition, functional binding sites for Sam68 and SRSF1 have been identified [49, 50] . Cyclin D is one of the several examples of cancer-related genes showing differential splicing profiles in tumor vs. normal tissue; additional examples of alternative splicing events that display a similar behavior are shown in Table 1 . Finally, full cellular networks seem to be influenced by changes in AS regulation in the context of cancer cells, as has been depicted for the DMP1-ARF-MDM2-p53 pathway [51] and during the epithelial-mesenchymal transition [52] .
All this information supports the notion that alternative splicing events are determinant for cancer progression, with direct implications in every aspect of cell biology, including the following: modulation of gene expression, chromatin reorganization, cell cycle control, cellular metabolism, regulation of intracellular signaling cascades and apoptosis [53, 54] . Table 1 . Alternative splicing isoforms related to tumor progression.
Gene

Description AS Event Role in Cancer References
BIN1
This gene encodes several isoforms of a nucleocytoplasmic adaptor protein, one of which was initially identified as a Myc-interacting protein with features of a tumor suppressor.
Alternative exclusion/inclusion of the cassette exon 7. This shorter variant is also called IId and S1/R3-6 and binds dynamin, synaptojanin, and clathrin.
Caspase-independent apoptotic activation is impaired when aberrant isoforms are expressed.
[ [55] [56] [57] 
CASP8
Member of the caspase family, which may interact with Fas-interacting protein FADD.
Alternative exclusion/inclusion of the cassette exon 4.
This protein is involved in apoptosis induced by Fas and various apoptotic stimuli.
[58,59]
ENAH
Response factor to mitogenic stimuli, such as EGF that triggers MAPK activation.
Alternative exclusion/inclusion of the cassette exon 12.
Functional role of hMena + 11a in breast cancer cell proliferation.
[ Key roles in proliferation, differentiation, and tumorigenesis.
[67]
PLAUR uPAR was originally identified on the monocyte-like human cell line U937 as the membrane receptor for the serine protease urokinase-type plasminogen activator (uPA).
Alternative exclusion/inclusion of the cassette exon 5, which partially covers domain II of the receptor. The short splice variant lacking exon 5 has prognostic relevance in breast cancer.
Implicated in cancer invasion and metastasis.
[68]
S100A4
The protein encoded by this gene is a member of the S100 family of proteins containing 2 EF-hand calcium-binding motifs. The short isoform lacks the alternative in-frame exon 7, resulting in isoform Syk (S). The longest isoform Syk (L) corresponds to the full-length transcript.
Involved in proliferation, differentiation, and phagocytosis, it is considered a modulator of epithelial cell growth and a potential tumor suppressor in human breast carcinomas. [70, 71] In the last few years, there has been an extensive effort to determine which mutations could be responsible for changes in alternative splicing events that correlate with a particular type or stage of cancer [72] [73] [74] . Unfortunately, in some cases it has been difficult to establish a precise correlation between one mutation and the correspondent alternative splicing event due to the transitive nature of gene expression. Some specific mutations that lie in splicing sites or regulatory elements have been annotated in different databases like the Tumor Portal for various cancer-related genes. Interestingly, these mutations have been discovered in samples recovered from patients with different types of cancer (Table 2 ). However, further insights are required to uncover the functional implications of these mutations and the role of particular splicing isoforms in tumor progression and in different types of cancer. 
Small Molecules That Modulate Splicing with Potential in Cancer Treatment
The relevance of RNA splicing in cancer is rapidly emerging. Small molecule inhibitors acting at different levels of the splicing process were initially discovered as chemical probes to study splicing regulation in vivo or in vitro. However, some of them resulted useful for the treatment of several human diseases such as cancer.
FR901464 is a natural product considered the prototype compound for splicing inhibitors with an antitumor activity [75, 76] . In HeLa cells, FR901464 inhibits pre-mRNA splicing with an IC 50 of 0.05 µM acting on splicing factor 3b (SF3b) [77, 78] . FR901464 has a potent anti-proliferative effect against multiple human cancer cell lines such as breast cancer MCF7, lung adenocarcinoma A549, colon cancer HCT116, colon cancer SW480 and also against the murine leukemia P388 with IC 50 values of 1.8, 1.3, 0.61, 1.0, and 3.3 nM, respectively. Moreover, FR901464 exhibited a prominent effect at doses of 0.056-1 mg/kg against human solid tumors implanted in mice while inhibiting tumor growth in various xenograft models and it has been shown that this splicing inhibitor promoted G1 and G2/M phase arrest in the cell cycle by the splicing inhibition of p27 [77] and suppressed the transcription of some inducible endogenous genes as c-Myc. FR901464 has been modified to increase its anti-proliferative or anti-tumor activities and among the structural analogs designed, 1-Desoxy FR901464 retains its anti-proliferative activity being more active against Jurkat cells than the original molecule [79] .
Spliceostatin A (SSA) is a derivative of FR901464 that exhibits important anti-proliferative and anti-tumor activities [80] affecting the splicing patterns of cell cycle regulators such as Cyclin A2 and Aurora A kinase [81] , inducing the accumulation of cells in the G 2 /M phases of the cell cycle [75, 82] . In HeLa cells, SSA inhibits splicing with an IC 50 of 0.01 µM [83] . Several studies have shown that SSA A inhibits both in vivo and in vitro splicing and promotes pre-mRNA accumulation by a nonproductive recruitment of U2 snRNP of subunit SF3b [84] . Therefore, SSA inhibits spliceosome assembly by slowing the A to B complex transition. This inhibition requires functional cis elements, including the 5 splice site and branch point adenosine in the pre-mRNA with decoy sequences upstream of their productive binding site at the branch point sequence, and also the trans acting factors U1 and U2 snRNPs in the presence of ATP enabling the interference with the spliceosome subsequent to U2 snRNP addition [77, 85, 86] . Supporting this mechanism, in a fission yeast strain deficient of the multidrug resistance protein Pmd1, SSA also inhibits splicing and nuclear retention of pre-mRNA by SF3b complex [83] .
A potent analog of FR901474 is Meayamycin. When tested in breast cancer MCF-7 cells, the GI 50 values determined were 10 pM for the analog Meayamycin and 1.1 nM for FR901464, showing that the analog was 100 times more potent than the molecule depicted originally in this cellular context [87] . The analysis of MCL1 splicing using the combination of Meayamycin B with the bcl-xL inhibitor ABT-737 showed an efficient modulation of alternative splicing in A549 and H1299 cells. At the same time, this combinatorial treatment induced apoptosis in both cell lines [88, 89] . Meayamycin also inhibited pre-mRNA splicing in the HEK-293 cell line [90] . The target of Meayamycin B is SF3b1 and it acts as a splicing inhibitor by impairing the transition from the complex H to the complex A [88] .
Isoginkgetin (7-O-β-D-glucopyranoside), isolated from dried leaves of Gingko biloba, is a glycosylated biflavonoid that inhibits splicing both in vivo or in vitro. The exposure of U2OS and HeLa cells to Isoginkgetin for 2-16 h lowered their splicing capacity by as much as 75% and it was able to decrease tumor invasion [91, 92] . The mechanism described for the splicing inhibition by Isoginkgetin consists in the stable recruitment of the U4/U5/U6 tri-small nuclear ribonucleoprotein, which was shown using in vitro splicing reactions and HeLa cells, inhibiting the transition from spliceosomal complex A to B at a concentration of 30 nM with the concomitant accumulation of the pre-spliceosomal complex A [93] . Isoginkgetin treatment produces a nearly two-fold increase in the time required for lariat formation and intron processing time, and it blocks the formation of spliceosomal complex B [94] .
Pladienolide B (PB) is a macrocyclic lactone with anti-proliferative activity [95] on several cell lines such as BSY-1, PC-3, OVCAR-3, DU-145, WiDr, DLD1 and HCT-116 [96] . PB induces cell cycle arrest at both G1 and G2/M and inhibition of mouse xenograft [97] , and it has anti-tumoral activity on gastric cancer cell lines and primary cultured cancer cells from carcinomatous ascites of gastric cancer patients. The mean IC 50 value of pladienolide B was 4.9 ± 4.7 nM. In addition, it has been related to an increase on the expression of p16 and cyclin E genes while inducing apoptosis [98] . PB affects both in vitro and in vivo splicing at the level of the spliceosome SF3b1 subunit. Exposure of cells to PB for 2-16 h lowered their splicing capacity up to 75% [99] .
FD-895 is a PB analog macrolide antibiotic isolated from Streptomyces hygroscopicus strain A-9561 [99] with cytotoxic activity against several types of cancer cells such as Adriamycin-resistant HL-60. In patients with chronic lymphocytic leukemia, FD-895 induces intron retention and promotes apoptosis. This analog also inhibits splicing by interacting with the SF3b subunit [100] .
Herboxidiene also known as GEX1A is a polyketide recovered from Streptomyces chromofuscus A7841 with the ability to induce both G1 and G2/M cell cycle arrest in human normal fibroblast cell line WI-38, A549, JeKo-1 and WiDr cancer cell lines [101] . It has been shown that Herboxidiene modulates alternate splicing of the MDM-2 pre-mRNA [102] . GEX1A inhibits constitutive and alternative splicing by targeting SF3b1, blocking the association of SAP155 in SF3b [103] and disrupting the transition from A to B complex in the spliceosome assembly pathway [104] .
Sudemycin E is a synthetic analog of FR901464 [100] that affects the alternative pre-messenger RNA splicing in a global manner and stops the growth of tumors in mice by targeting mainly cancer cells. Some of the pre-mRNAs affected by this molecule are RPp30, DUSP11, SRRM1, PAPOLG, MLH3 and IBTK genes [105] . The inhibitory effect on splicing occurs by its association to the U2 component SF3b1 which fails to maintain a tri-methylated state in actively transcribed genes [106] . In addition, Sudemycin E promotes global changes in gene expression and the arrest in the G2 phase of the cell cycle. This drug induces a selective cytotoxicity in primary chronic lymphocytic leukemia (CLL) cells in combination with ibrutinib. In a different study, after 48 h of treatment, Sudemycin E showed an anti-proliferative effect on HeLa, HEK293 and Rh18 cells with a IC 50 of 0.16, 12.85 and 1.12 µm, respectively [106] .
Sudemycin D6 is a stable derivative of Sudemycin E but with no splicing inhibition activity. However, it can alter alternative splice site selection at low µM concentrations in HeLa, RH19, and HEK293 cells [106] . Sudemycin D6 also binds to the splicing component SF3B1. In the Rh18 cell line and in the JeKo1 mantle cell lymphoma tumors, Sudemycin D6 showed a potent modulation of the alternative splicing of MDM2. Similar to Sudemycin E, this molecule exhibits cytotoxic activity on SK-MEL-2, JeKo-1, HeLa, SK-N-AS, and PC-3 cells with IC 50 of 39, 22, 50, 81 and 142 nM, respectively [107] . Recently, DUSP11 and SRRM1 genes were identified as biomarkers for Sudemycin D6 treatment in human blood [108] . Another stable and more potent derivative of Sudemycin E is Sudemycin K, which produces MCL1-exon2 skipping in HeLa cells. The cytotoxicity of Sudemycin K has an IC 50 2.3 ± 0.81 compared to Syd E of 764 ± 113 [109] .
Additional splicing inhibitors with potential as anticancer drugs are Thailanstatin A (TST-A), Thailanstatin B (TST-B), Thailanstatin C (TST-C) and Thailanstatin D (TST-D), which were isolated from the fermentation broth of Burkholderia thailandensis MSMB43. TSTs inhibited in vitro splicing with half-maximal inhibitory concentrations even in the sub-µM range. Thailastatins (TSTs) associate to the SF3b subcomplex in the U2 snRNP particle of the spliceosome, preventing base-pairing interactions with sequences located at the 5 of the branch point [110] . TSTs display anti-proliferative activities in cancer cell lines. TST-A has an IC 50 of 1.11, 2.26, 2.58, and 2.69 µM on DU-145, NCI-H232A, MDA-MB-231 and SKOV-3 cells, respectively. On the other hand, TST-D showed an IC 50 of 6.35, 7.56, 9.93, and 7.43 µM on DU-145, NCI-H232A, MDA-MB-231 and SKOV-3 cells, respectively [111] .
4bHWE is a molecule isolated from Physalis peruviana with a potential role as anticancer drug and it has shown a global impact on alternative splicing by a decrease on the phosphorylated form of the splicing factor SRSF1 with a concomitant increase of the levels of H3K36me3 while modifying chromatin condensation [112] . Interestingly, this inhibitor affects several apoptotic genes as HIPK3, SMAC/DIABLO, SURVIVIN, AIMP2, BCL2L11, BIRC5, CASP3, CEACAM1, CPE, FGFR2, FN1, FPGS, HIF1A, KLF6, MCL1, MDM2, MKNK2, TERT, and VEGFA [41] . 4bHWE alters the cell cycle by promoting G2/M arrest and the induction of apoptotic cell death with a treatment of 5 µg/mL for 24 h. Albeit, it can induce the sub-G1 accumulation in a dose-dependent manner. 4bHEW has an anti-proliferative effect on the human lung cancer cell line H1299 with an IC 50 of 0.6 and 0.71 µg/mL, for 24 and 48 h, respectively [113] .
In different types of cancer, the expression of CK2 is abnormally elevated. CX-4945 or Silmitasertib is an inhibitor of casein kinase 2 (CK2) and a molecule currently in clinical trial (Phase II) for cancer treatment, specifically on solid tumors and hematological malignancies. Silmitasertib exerts anti-proliferative effects in hematological diseases by decreasing CK2 expression and suppressing activation of CK2-mediated PI3K/Akt/mTOR signaling pathways [114] . Such effects on cell proliferation were induced by an abnormal alternative splicing of CK2 pre-mRNA. CX-4945 modulates the phosphorylation state of SR proteins by targeting Cdc2-like kinases (Clks) in an ATP-competitive manner. This drug has an IC 50 on Clks of 3-90 nM [115] . CX-4945 impairs the growth of Candida albicans and for this reason it can also control candidiasis, which appears to be associated with cancer treatment [116] .
Borrelidin (BN) is a natural polyketide that inhibits bacterial and eukaryal threonyl-tRNA synthetase with multiple applications such as antibacterial, antifungal, antimalarial, insecticidal, herbicidal and anticancer activities, being a potent inhibition of angiogenesis and metastasis [117, 118] . BN exhibits an anti-proliferative effect on the malignant acute lymphoblastic leukemia Jurkat and CEM cell lines, where it induces apoptosis [118] . In colon tumor cells, the spliceosome-associated protein FBP21 (formin binding protein 21) was the target of borrelidin. BN alters the ratio of vascular endothelial growth factor (VEGF) isoforms in retinal pigmented endothelial (RPE) cells in favor of anti-angiogenic isoforms [119] .
Recently, the ability to inhibit splicing and an anti-cancer activity have been associated with the following drugs: clotrimazole, flunarizine, and chlorhexidine. Chlorhexidine is a selective inhibitor of specific Clks that phosphorylate SR proteins and it affects the alternative splicing of many pre-mRNAs including RON, caspase 9, and HIV Tat2-3 [120] . Finally, an interesting compound with potential anti-cancer activity is DDD00107587 or Madrasin, a small molecule that inhibits the formation of the spliceosome in subsequent steps to complex A formation. In HeLa and HEK293 cells, Madrasin produces a weak exon skipping on AURKA, CCNA2, and p27 mRNAs. After 24 h treatment with 30 µM of DDD00107587, there is a cell cycle arrest with 30% of cells in S phase and 24% in G2 and M phases [121] . All this evidence indicates that existing and novel small molecules that modulate splicing will be a real option for cancer treatment with important repercussions in the health system. Currently, the majority of the experimental approaches devoted to analyzing the effect of different small molecules on alternative splicing regulation involve the use of human cancer cell lines. However, new systems could prove useful for these kind of studies, such as primary cell cultures obtained from cancer patients. In this regard, only few studies evaluate the effect of splicing modulators using primary cultures, but the observations so far confirm that the effects induced by splicing modulators on cell proliferation and on splicing regulation could be observed also in this cell context. For example, it was shown in a recent study that pladienolide B has very high antitumor activity not only against cultured cell lines, but also against primary cultured cells from patients with gastric cancer [98] . Additional studies involving the use of primary cultures could provide further insights into the effect of small molecules in the cellular context of cancer patients.
Antisense Oligonucleotide Technology Applied to Modulate AS Events
Antisense oligonucleotides (ASOs) are short oligonucleotides usually of 15-25 bases that correspond to the sequence complementary to a specific RNA transcript. To modify an alternative splicing event, an ASO could be directed to regions located at or close to a splice site, masking normal or aberrant splicing events leading either to exon exclusion or inclusion. Due to their high specificity, ASOs are a versatile tool that can be used to modify RNA expression with therapeutic purposes. In cancer treatment, antisense oligonucleotides can be used to shift a splicing event towards an anti-proliferative isoform in a very specific and directed manner. In a different approach, alternative or aberrant splicing can be modified by the steric blocking of antisense molecules, known as splice switching oligonucleotides (SSO), which results in restoring the production of favorable splicing variants, with potential benefits in cancer treatment [122] [123] [124] [125] [126] [127] [128] [129] [130] . SSOs consist of short oligonucleotides directed to target specific cis elements within the pre-mRNA, and they compete with splicing factors to access these elements, contributing to exon and intron definition. SSO technology has been applied to modulate AS events for different cancer-related genes. For example, SSOs were designed to the proximal 5 ss of bcl-x pre-mRNA to block splicing at this site and induce a splicing switch favoring the production of the short apoptotic isoform. A decrease in bcl-xL mRNA and protein, accompanied by an increase in bcl-xS mRNA and protein was observed various cancer cell lines treated with these SSOs in a dose-dependent and sequence specific manner [131] . Bcl-x SSO also showed the ability to induce apoptosis, mainly in PC3 cells [132] , while sensitizing MCF7 and A159 cells to apoptosis associated to chemotherapeutic agents or UV radiation [132] [133] [134] . The first demonstration of SSO efficacy in tumors in vivo corresponds to the SSO-induced shift from bcl-xL to bcl-xS in a mouse model of melanoma lung metastases where the tumor burden was reduced [135] . Effective splicing regulation mediated by SSO technology has also been accomplished for HER2 [63] , FGFR1 [136] , ATM [137] and PSMA [138] pre-mRNAs.
Particular applications of SSO technology are the ESSENCE (Exon-specific splicing enhancement by small chimeric effectors) and TOSS (Targeted oligonucleotide silencers of splicing) molecules. The ESSENCE is an approach that uses an oligoucleotide bound to a peptidic RS-domain at the 3 end designed to enhance exon inclusion mediated by SR proteins [139] . This method corrected AS of BRCA1 exon 18 [140] and bcl-x [141] . On the other hand, TOSS strategy employs an oligonucleotide with a 5 or 3 extension that is recognized by hnRNP A1/A2 proteins, which strongly inhibits splicing at the targeted splice site; this approach was also effective in bcl-x alternative splicing modulation [142] .
Classical antisense oligonucleotides (ASO) form double-stranded hybrids that serve as targets for RNase H [143, 144] and it consists on a molecule of 17-25 nucleotides length [145] with a specific target sequence of around 20 nucleotides that confers high specificity [146] . However, modulatory oligonucleotides like ASOs or SSOs have been modified mainly to increase their resistance to degradation. Some of these modifications include peptide-nucleic acids (PNAs), phosphorodiamidate morpholino oligos (PMOs) and 2 -OMe (2 -orhto-methyl) extensions.
Delivery methods for oligonucleotide technology are also necessary to introduce the nucleic acid or analogous molecule into the cell. Some molecules that have been effectively used as carriers are the cell-penetrating peptides (CPPs), which are modified molecules based on antimicrobial peptides. CPPs are a group of efficient non-viral delivery vectors that mediate the entry of a variety of molecules used in gene modulation, both in vivo and in vitro and several splicing-regulatory oligonucleotides have been conjugated to CPPs like Penetratin, and Transportan with high efficiency [147] .
In the past few years, several antisense drugs have been approved by the U.S. Food and Drug Administration (FDA), including Fomivirsen for the treatment of cytomegalovirus retinitis [148] , Mipomersen for homozygous familial hypercholesterolemia [149] , Eteplirsen for Duchenne muscular dystrophy [150] , and Nusinersen for spinal muscular atrophy [151] . This last example is actually an alternative splicing regulator and is probably the strongest evidence supporting the possibility to use alternative splicing as a target to treat different disorders. Several studies have demonstrated that phosphorothioate and 2 -O-methoxyethyl-modified ASOs targeting the splicing cis element called ISS-N1 increase SMN2 exon 7 inclusion, thus increasing levels of SMN protein, alleviating the symptoms in patients with spinal muscular atrophy [152] . This treatment has demonstrated significant extensions in life expectancy and lead to the approval of the treatment in USA and Europe. Under this scenario, the possibility of antisense oligonucleotide technology to become a reality for cancer treatment by targeting alternative splicing seems plausible in the upcoming years.
Recent Approaches Targeting Alternative Splicing for Cancer Treatment
The evidence generated from the study of alternative splicing events and their role in different types of cancer have originated the development of different tools with therapeutic purposes. Some of these efforts have been conducted to the proposal of different patents that have been registered and could hopefully be applied in future biotechnological practices (Table 3) . Method for silencing exon 4 in E4mtNOX2 [157] All these efforts indicate that the application of the findings related to alternative splicing regulation could be used with therapeutic purposes for different types of cancer in the clinic. Another piece of evidence suggesting that alternative splicing could be a reliable target for cancer treatment in the near future arises from the fact that different studies that involve the use of antisense therapy in combination with other anti-cancer therapies are being tested in clinical trials at different levels (Table 4) . With this evidence, we could anticipate that, hopefully in the near future, effective modulators of RNA splicing would be developed and the approaches towards targeting alternative splicing as a real therapeutic strategy for cancer treatment are already on the way. 
Conclusions
Alternative splicing has rapidly emerged as an attractive target for pharmaceutical developments. An extensive amount of information arising from genome-wide studies have uncovered the general implications of alternative splicing events in several aspects of cell physiology, particularly in the different pathways involved in cancer biology. However, future efforts are still needed to uncover the existing connections between the regulation of gene expression and the cellular behavior generated. To this end, multidisciplinary approaches may help to gain further observations from the already existing information. Interestingly, recent advances are close to reaching the clinic and the general public, suggesting that alternative splicing-modifying tools could be useful under regular basis for cancer diagnosis and therapeutic in the upcoming years.
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